. Par1b overexpression in MDCK cells inhibits and Par1b depletion in WIF-B9 cells promotes focal adhesions and cortical F-actin. Control and Par1b-MDCK cells (A, C, and E) or WIF-B9 control (GFP) and Par1b-depleted (Par1b-DN) cells (B, D, and F) were fixed and stained for F-actin (phalloidin-TRITC) and either focal adhesions (paxillin; A and B) or chromatin (C-F). The thickness of cortical F-actin (C and D, right panels) was determined as described in Materials and methods. White arrowheads, representative lumen-free regions of the cell cortex. Error bars indicate + SD. *, P ≤ 0.05; **, P ≤ 0.01. Video 2. Metaphase plate orientation with respect to the lumen in WIF-B9 cells growing in cyst-like structures. Confocal stacks (2 µm/section) obtained in a confocal microscope (TCS SP5; Leica) and their respective 3D models generated using IMOD software of a mitotic cell contained in the WIF-B9-derived cyst-like structures generated in collagen I or Matrigel. Bars, 10 µm.
